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Preparation of monoclonal antibody against fowl adenovirus serotype 4 Fiber—2
protein and establishment of the double antibody sandwich ELISA method

LIU Wenjian', WANG Shuaiwen', JI Mei’, LIU Meng', TANG Zhihui', ZHANG Shuo',
SONG Suquan', YAN Liping'*
(1. College of Veterinary Medicine, Nanjing Agricultural University, Nanjing 210095, China;
2. Zhonghai Biopharmaceutical ( Taizhou) Co., Lid., Taizhou 225316, China)

Abstract; This research aimed to prepare a monoclonal antibody for FAdV—4 Fiber 2 protein and to establish a specific quantitative detec-
tion method for Fiber—2 protein. FAdV -4 Fiber—2 protein expressed in a prokaryotic system was firstly used to immunize 6—week—old
BALB/c¢ female mice, and spleen cell fusion was performed to prepare hybridoma cells. The prepared hybridoma cells were further screened
in this study via western blotting assay, indirect immunofluorescence assay, and antibody addition experiments. Next by optimizing a series of
conditions such as the concentration of the captured antibody coating and the dilution of the enzyme—labeled antibody, a dual-antibody sand-
wich ELISA method capable of specifically detecting the concentration of Fiber—2 protein could be established. Finally, the prepared mono-
clonal antibody was used as the capture antibody and the enzyme—-labeled detection antibody in this detection method. The results showed that
three hybridoma cell lines named 1H2, 2A9 and 3E1 were successfully prepared in this study, and the monoclonal antibodies secreted by
them reacted well with FAdV—4 and could recognize different antigenic epitopes. Further studies revealed that an ELISA method for the detec-
tion of Fiber—2 protein could be established using 1H 2 as the capture antibody and 2A9 as the enzyme—labeled detection antibody. The
double antibody sandwich ELISA method prepared based on the above monoclonal antibodies possessed good repeatability, and the coefficient

of variation of repeated experiments within and between batches was below 10%. At the same time, the detection limit of Fiber—2 protein
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in this method was only 0. 078 ng/pL, and it did not react with other structural proteins of FAdV-4 and Fiber—2 proteins of DAdV-3. Con-

clusively, three monoclonal antibodies against Fiber—2 protein recognizing different epitopes were successfully prepared in this study, and a

double—antibody sandwich ELISA method was successfully established to quantitatively detect the concentration of fiber—2 protein, which

would serve as a good material foundation for basic research on FAdV-4 and research on Fiber—2 subunit vaccine in the future.

Keywords : fowl adenovirus serotype 4; monoclonal antibody; double antibody sandwich ELISA
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